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Chlamydomonas reinhardtii
Naohiro Kato1,*, Trung Dong1, Michael Bailey1, Tony Lum1 and Drury Ingram2
1

Keywords: Triacylglycerol mobilization  Lipid droplets 
microalgae  brefeldin A  peroxisome precursor 
ADP-ribosylation factor.
Abbreviations: ARF, ADP-ribosylation factor; BFA, brefeldin A;
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fatty acid-induced microbodies; GAP, GTPase-activating protein; GEF, guanine nucleotide exchange factor; LD, lipid droplet;
Min medium, minimum medium; PCD, programmed cell
death; TAG, triacylglycerol; TAP medium, Tris-acetate-phosphate medium; TAP–N medium, Tris-acetate-phosphate
minus nitrogen; TLC, thin-layer chromatography.

Introduction
Plants synthesize triacylglycerols (TAGs) using fatty acids synthesized de novo in plastids and acyl-CoA pooled in endoplasmic
reticulum (ER). The synthesized TAGs accumulate in oil bodies
or, as they are more commonly named, lipid droplets (LDs),
specialized organelles that possess a single phospholipid layer.
Although the morphogenesis of LDs is not clear at this point, a

model based on studies in different eukaryotic cells suggests that
the LDs are initiated by deposition of TAGs between the two
phospholipid layers (leaflets) of the ER membranes (Martin and
Parton 2006). The model further suggests that the swollen leaflets are detached from the ER to form distinct membrane organelles that have a single phospholipid layer. The accumulated
TAGs are hydrolyzed or mobilized by TAG lipases to provide
building blocks of the membranes or to generate energy.
TAG synthesis and mobilization in green microalgal species
recently generated considerable interest because TAGs from
green microalgae have a high potential as renewable fuels
(Hu et al. 2008, Radakovits et al. 2010, Wijffels and Barbosa
2010, Fairley 2011). Green microalgae possess most of the
orthologous genes that are involved in TAG synthesis and hydration in plants, animals, insects and yeast (Merchant et al.
2007). Indeed, recent studies on Chlamydomonas reinhardtii, a
model green microalga, revealed that the alga expresses the
homologous genes involved in TAG synthesis during nitrogen
starvation (Miller et al. 2010). Furthermore, recent studies on
the alga also reveal that Chlamydomonas LDs contain homologous proteins that are found in the LDs of plants, animals,
insects and yeast (Moellering and Benning 2010, Nguyen et al.
2011). This indicates that some of the knowledge obtained from
other organisms can be applied to understand TAG synthesis
and mobilization in Chlamydomonas.
Studies in animals, insects and yeast show that proteins
involved in vesicle trafficking are instrumental in TAG mobilization (Farese and Walther 2009, Guo et al. 2009, Beller et al. 2010).
In these organisms, for instance, ARF1 (ADP-ribosylation factor
1), a protein that assembles the vesicles in the Golgi (D’SouzaSchorey and Chavrier 2006), is thought to regulate TAG mobilization (Nakamura et al. 2004, Beller et al. 2008, Gaspar et al. 2008,
Guo et al. 2008, Fei et al. 2009, Soni et al. 2009). ARF1 is a small
GTPase protein that is capable of hydrolyzing GTP to GDP. GTP
in ARF1 is hydrolyzed after the GTPase activity of ARF1 is activated by ARF-GAP (GTPase-activating protein). The hydrolyzed
GDP in ARF1 is then exchanged with GTP through an interaction
with ARF-GEF (guanine nucleotide exchange factor). The function of ARF1 is changed by binding of GTP or GDP, GTP-ARF1
and GDP-ARF1, respectively, in the cells (Casanova 2007). In a
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Brefeldin A suppresses vesicle trafficking by inhibiting
exchange of GDP for GTP in ADP-ribosylation factor. We
report that brefeldin A suppresses mobilization of triacylglycerols in Chlamydomonas reinhardtii, a model organism of
green microalgae. Analyses revealed that brefeldin A causes
Chlamydomonas to form lipid droplets in which triacylglycerols accumulate in a dose-dependent manner. Pulse labeling experiment using fluorescent fatty acids suggested that
brefeldin A inhibits the cells from degrading fatty acids.
The experiment also revealed that the cells transiently
form novel compartments that accumulate exogenously
added fatty acids in the cytoplasm, designated fatty acidinduced microbodies (FAIMs). Brefeldin A up-regulates the
formation of FAIMs, whereas nitrogen deprivation that
up-regulates triacylglycerol synthesis in Chlamydomonas
does not cause the cells to form FAIMs. These results
underscore the role of the vesicle trafficking machinery in
triacylglycerol metabolism in green microalgae.
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Results
BFA up-regulates the formation of LDs in
Chlamydomonas
To investigate the relationship between the vesicle trafficking
machinery and the formation of LDs in green microalgae, we
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examined the response of Chlamydomonas to BFA, which inhibits the exchange of guanine nucleotide in ARF and downregulates Golgi–ER vesicle trafficking (Lippincott-Schwartz et al.
1989, Tse et al. 2006, Zeeh et al. 2006, Hummel et al. 2007). We
initially added 2.5 mM BFA, which is half the concentration
tested in LD formation in Drosophila cells (Beller et al. 2008),
into TAP (Tris-acetate-phosphate) medium a culture medium
that contains macro- and micronutrients. We then analyzed
the Chlamydomonas cells by confocal microscopy that detects
the LDs as fluorescent compartments with a neutral-lipid staining dye, Nile red. Chlamydomonas cultured in TAP–N medium,
a nitrogen deprivation medium, normally shows obvious LD
formations within 2 d (Hu et al. 2008, Wang et al. 2009, Siaut
et al. 2011). We found that Chlamydomonas cells exposed to
2.5 mM BFA in TAP medium for 2 d formed compartments
which are stained with Nile red, similar to the cells cultured
in the TAP–N medium (Fig. 1). This suggested that 2.5 mM BFA
would up-regulate LD formation in Chlamydomonas as in animals, yeast and Drosophila. However, Chlamydomonas did not
show many compartments that stained with Nile red in the
presence of 5.0 mM wortmannin (data not shown).
Wortmannin is a fungal chemical that inhibits the vesicle trafficking between pre-vacuolar compartments and the lytic vacuoles in plants (Matsuoka et al. 1995, Kleine-Vehn and Friml
2008, Silady et al. 2008). This suggested that LD formation
would not rely on vesicle trafficking itself but might be regulated by BFA-sensitive proteins in Chlamydomonas.

TAG accumulation and LD formation are BFA
dose dependent
To investigate BFA regulation of TAG synthesis, besides LD
formations, we analyzed the dose dependency of the TAG synthesis stimulated by BFA. To this end, we cultured the
Chlamydomonas cells with 1.0, 2.5 or 5.0 mM BFA for 2 d in
TAP medium. TAGs then were analyzed by thin-layer chromatography (TLC) after lipids in the cells were extracted. As a
control, TAGs extracted from the cells cultured in TAP–N
medium for 3 d were analyzed. The treatments resulted in
TAG accumulation even at concentrations as low as 1.0 mM
BFA (Fig. 2A). Moreover, the levels of TAG accumulation
were positively correlated with the concentration of BFA up
to 5.0 mM. We also attempted to analyze the relationships
among the BFA concentrations, TAG accumulation and LD
formation quantitatively. To this end, we deduced the TAG
amounts on the TLC by comparing the signal intensities of
the TAGs with that of a standard sample, triolein (Fig. 2A).
We also analyzed the Nile red intensities in the cells that were
cultured with 1.0, 2.5 and 5.0 mM BFA for 2 d in the TAP
medium by flow cytometry. We then plotted the deduced
TAG amounts against the mean Nile red intensities (Fig. 2B).
The plots showed a strong correlation (R2 = 0.98) among the
different BFA concentrations. This suggested that TAG accumulations and LD formations were BFA dose dependent, at
least at concentrations between 1.0 and 5.0 mM.
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conceivable functional model of ARF1 in vesicle trafficking, GTPARF1 localizes on the surface of the Golgi and recruits COPI (coat
protein complex I) that initiates budding of a vesicle. Because the
fungal chemical brefeldin A (BFA) stabilizes a protein interaction
between GDP-ARF1 and ARF-GEF (Zeeh et al. 2006, Viaud et al.
2007), adding BFA into culture media of eukaryotic cells prevents
the GDP in ARF1 from being replaced by GTP. Accordingly, vesicle formation in the Golgi would be inhibited by BFA (Orcl et al.
1993, Gommel et al. 2001). ARF1 is also involved in proliferation
of peroxisomes and retrograde transport from the peroxisomes
to the ER in yeast and plants, respectively (Lay et al. 2005,
McCartney et al. 2005).
The involvement of vesicle trafficking mechanisms in the LD
formation or TAG mobilization of green microalgae and plants
is poorly understood (Benning 2009). Proteomic studies on the
LDs of Chlamydomonas (Moellering and Benning 2010) reveal
that the LDs contain the appropriate proteins for vesicular trafficking as found in animals, insects and yeast (Hodges and Wu
2010). This suggests that Chlamydomonas may utilize the same
vesicle transport machinery to form LDs or mobilize TAGs.
The fundamental difference between green microalgae and
the model organisms studied for human health is, however, that
green microalgae possess plastids, as do plants. Because acetylCoA and fatty acids are synthesized in the plastids in plants and
green microalgae (Hu et al. 2008), it is speculated that plants and
algae possess different or additional pathways for TAG synthesis
and mobilization. In fact, recent studies in Chlamydomonas suggest that LDs in Chlamydomonas may be de novo synthesized in
the ER and plastids (Fan et al. 2011, Goodson et al. 2011). The
new study revealed that LDs in Chlamydomonas can be categorized into two types: (i) a-LDs that are formed constitutively
but at low levels under nitrogen-replete conditions; these a-LDs
are not associated with the plastid envelope; and (ii) b-LDs that
are abundantly formed under nitrogen deprivation conditions,
and are associated with the plastid envelope (Goodson et al.
2011). Moreover, unlike animal cells but similar to yeast,
Chlamydomonas forms LDs upon nitrogen deprivation (Hu
et al. 2008, Wang et al. 2009, Siaut et al. 2011), and hydrolyzes
the accumulated TAGs upon nitrogen repletion (Siaut et al.
2011). In addition, MLDP (major lipid droplet protein), a protein
thought to coat the LDs in Chlamydomonas, is found only in the
green microalgal lineage but not in other lineages including
plants (Moellering and Benning 2010). However, the protein
plays an important role in the determination of the size of the
LDs (Moellering and Benning 2010). In this report, we show that
BFA inhibits degradation of fatty acids, and suppresses TAG
mobilization in Chlamydomonas.

Triacylglycerol mobilization in Chlamydomonas
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Fig. 1 Confocal microscopy identifies that brefeldin A (BFA) up-regulates lipid droplet (LD) formation in Chlamydomonas. D66, a
Chlamydomonas reinhardtii strain (nit2 , cw15, and mt+), forms LDs when the cells are cultured with a medium that does not contain nitrogen
(TAP–N medium) for 2 d. Confocal microscopy analysis with Nile red that stains neutral lipids can detect the formation of the LDs as
fluorescence (shown in red). D66 forms the LDs when the cells are cultured with a normal culture medium (TAP medium) with 2.5 mM BFA
for 2 days. DMSO, dimethylsulfoxide (the solvent in which BFA was dissolved).
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Fig. 2 (A) Thin-layer chromatography (TLC) analysis reveals BFA dose-dependent accumulations of triacylglycerols (TAGs) in Chlamydomonas.
D66 is cultured in 10 ml of TAP medium with various concentrations of BFA for 2 d, and lipids in the 1106 cells were extracted. As a control
extraction, lipids in D66 cultured in a 10 ml TAP–N medium for 3 d were extracted. The extracted lipids were developed on TLC plates. TAGs
were visualized by charring the plates. A black arrow shows the range where TAGs migrated. (B) Scatter plot analysis reveals a BFA concentrationdependent increase of the Nile red intensities. D66 was cultured in 10 ml of TAP medium with various concentrations of BFA for 2 d. A portion of
the cultures was stained with Nile red and analyzed by flow cytometry. In addition, lipids in the cultured cells were extracted and subjected to
semi-quantitative TLC analysis. The intensities of the charred spots on the plate were then digitally quantified. The amounts of TAGs were
deduced based on the intensities of triolein (1, 5, 10 and 20 mg). The analyses suggest that the amounts of TAGs accumulated in the cells are
positively correlated to the concentration of BFA added to the medium. They also suggest that the Nile red intensities and the amounts of TAGs
are highly correlated (R2 = 0.98). Error bars show the SE of three independent experiments.
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BFA transiently up-regulates a-LD formation

A

TAP

B

BFA suppresses cell growth
Chlamydomonas ceases cell growth when it is cultured in TAP–
N medium because nitrogen starvation induces gamete formation. Typically, cells undergo 1–2 cell divisions before they arrest
growth (Work et al. 2010). To examine whether or not BFA also
causes Chlamydomonas to cease cell growth, we analyzed
changes in cell numbers during the culture in TAP, TAP–N or
TAP containing 2.5 mM BFA (Fig. 4B). The number of cells cultured in the TAP medium increased for 48 h. In contrast, the
number of cells cultured in the TAP–N medium increased a little
during the time course. This suggested that the Chlamydomonas
strain we analyzed also ceases cell growth when cultured in
TAP–N medium as previously reported (Work et al. 2010).
The number of the cells cultured in the TAP medium containing
2.5 mM BFA rarely changed during the time course. This suggested that BFA suppresses the cell growth.

BFA but not tunicamycin causes the cells to
accumulate TAGs
BFA is known to cause ER stress and programmed cell death
(PCD) in other model systems (Moon et al. 2012). Moreover, a
characteristic of PCD is rapid accumulation of LDs in some of
the systems (Boren and Brindle 2012). Because our analysis
suggested that BFA suppresses cell growth (Fig. 4B), we
tested the possibility that the increased TAG accumulation is
a result of PCD. We hypothesized that if TAG accumulation is
simply a result of ER stress or PCD, tunicamycin, a chemical that
causes ER stress by inhibiting N-linked glycosylation in eukaryotic cells including Chlamydomonas (Diaz-Troya et al. 2011),
would also cause the cells to accumulate TAG. To test the
hypothesis, we analyzed cell viability and TAG accumulation
of Chlamydomonas exposed to tunicamycin or BFA (Fig. 5).
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Fig. 3 Transmission electron microscopy confirms the stimulation of LD formation by BFA in Chlamydomonas. (A) D66 forming the LDs in TAP–
N medium. (B) D66 forming no LDs in TAP medium. (C) D66 forming the LDs in TAP–N medium with 2.5 mM BFA. Asterisks and ‘S’s indicate
examples of LDs and starch granules, respectively, in the cells. N, nucleus; P, plastids. Bar = 1 mm.
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To analyze the LD formation within Chlamydomonas cells by
BFA in more detail, we analyzed the cells exposed to 2.5 mM BFA
for 2 d by transmission electron microscopy (Fig. 3). The cells
cultured in the TAP–N medium for 2 d contained LDs (round
compartments filled with gray matter in the image) that associate with the plastids (Fig. 3B), which were previously categorized as b-LDs (Goodson et al. 2011). On the other hand, LDs
were rarely found in cells cultured in the TAP medium containing nitrogen (Fig. 3A). Moreover, the cells cultured in the TAP–
N medium also showed starch granules in the plastids (Siaut
et al. 2011), compartments filled with white matter in the
image, which were also rarely found in cells cultured in the
TAP medium. A majority of cells exposed to 2.5 mM BFA
showed LDs that do not associate with the plastids (Fig. 3C;
Supplementary Fig. S1A), which are categorized as a-LDs
(Goodson et al. 2011). We also found that the average size of
LDs formed by BFA is about 20% of that formed by nitrogen
deprivation (Supplementary Fig. S1B). These findings suggested that BFA might function differently from nitrogen deprivation in Chlamydomonas, with respect to LD formation
(Fig. 3). Hence, we investigated whether or not the maintenance of the LDs was different between the BFA-exposed and
nitrogen-depleted cells. To analyze this, we used a flow cytometer. Chlamydomonas was cultured in each of the media,
TAP, TAP–N and TAP containing 2.5 mM BFA. The cultured
cells were then subjected to flow cytometry analysis after 0, 1,
2 and 3 d of culture (Fig. 4A). The cells cultured in the TAP–N
medium showed a steady increase of the Nile red intensity
during the time course. On the other hand, the cells cultured
in the TAP medium showed little increase in the Nile red intensity. The results agreed with previously published studies in
which the formation of the LDs in Chlamydomonas was monitored by fluorescence microscopy (James et al. 2010, Moellering
and Benning 2010, Siaut et al. 2011). This indicated that flow
cytometry is suitable for monitoring the formation of the LDs in
Chlamydomonas. The cells cultured with 2.5 mM BFA showed
high Nile red intensities 1 d after the cultures started. However,

the intensities did not increase further over the following days.
Amounts of TAG, analyzed by TLC, also did not increase over
the following days (Supplementary Fig. S2). These findings
support the idea that BFA functions differently from nitrogen
deprivation.

Triacylglycerol mobilization in Chlamydomonas
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Fig. 4 (A) Time course analysis reveals that BFA causes
Chlamydomonas D66 to form the LDs transiently. To investigate the
temporal formation of LDs by BFA, time course experiments are conducted with a flow cytometer that measures Nile red fluorescence
intensities in individual cells (5104 counts). The analysis reveals that
LD formation reaches a maximum within 24 h after adding 2.5 mM
BFA to the culture medium (TAP). The LDs are then gradually reduced
in the following hours. On the other hand, the LDs steadily increase
when the cells are cultured in the nitrogen deprivation medium
(TAP–N). The graph shows the mean fluorescence intensity of Nile
red in 5104 cells ± SE of three independent experiments. (B) BFA
suppresses D66 cell growth. To examine the effect of BFA on
Chlamydomonas cell growth, changes of cell numbers in the cultures
were monitored. The analysis revealed that the number of cells cultured in the TAP medium steadily increased for 48 h in our culture
condition. The number then stays the same in following hours. On the
other hand, the number of cells cultured in the TAP–N medium or the
TAP medium containing 2.5 mM BFA hardly changed. The graph
shows the mean number of the cells (105) per ml ± SE of three
independent experiments.

The analysis revealed that 2.5 mM BFA and 5.0 mg ml 1 tunicamycin similarly reduces the cell viability, 44 ± 19% and 38 ± 8%
of mock-treated cells, respectively (Fig. 5A). However, BFA (2.5
and 10 mM) but not tunicamycin (1.0 and 5.0 mg ml 1) causes
the cells to accumulate TAGs (Fig. 5B). Hence, we concluded
that the accumulation of TAG is not simply caused by ER stress
or PCD in Chlamydomonas.
In addition, we compared the effect of BFA and tunicamycin
on the amount of starch that is known to accumulate
in Chlamydomonas when it is stressed by BFA or nitrogen
deprivation (Hummel et al. 2010, Work et al. 2010, Siaut et al.

Fig. 5 Both BFA and tunicamycin reduce cell viability, but only BFA
causes the cells to accumulate TAGs. (A) BFA and tunicamycin reduce
cell viability. Chlamydomonas D66 was first cultured for 24 h in TAP
medium that contains 2.5 or 10 mM BFA, or 1 or 5 mg ml 1 tunicamycin. As a control, D66 was cultured in TAP medium containing DMSO.
After the numbers of the cells in each culture were counted, 104 cells
from each culture were spread on agar plates containing TAP
medium. Seven days after the cells were spread, the numbers of colonies formed on the plates were counted. The graph shows the mean
number of the colonies ± SE of three independent experiments. (B)
BFA but not tunicamycin causes the cells to accumulate TAGs. The
amounts of TAGs accumulated in the cells were measured. The graph
shows the mean amount of TAGs per 106 cells in mg ± SE of three
independent experiments.

2011). The analysis revealed that Chlamydomonas cultured
with 2.5 or 10 mM BFA accumulates a similar amount of
starch to that cultured with 1.0 or 5.0 mg ml 1 tunicamycin
(Fig. 6). The amounts of starch in Chlamydomonas cultured
with BFA or tunicamycin are, however, about half of that in
those cultured in TAP–N medium. The cells cultured with
2.5 mM BFA increased the amount of starch 1 d after the cultures started, and remained at similar levels over the following
days (Supplementary Fig. S2). These findings suggested that
cell stress and TAG accumulation may not be concurrent in
Chlamydomonas.

BFA causes the cells to accumulate exogenously
added fatty acids
A previous study found that b-LDs but not a-LDs are associated
with the plastid (Goodson et al. 2011). On the other hand,
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106 cells in mg ± SE of three independent experiments.
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and BFA. We rationalized that if the metabolism of fatty acids is
differentially regulated, exogenously added fatty acids might
also be differentially regulated. To this end, we conducted
pulse labeling experiments in which 20 mM fluorescently labeled
fatty acids (BODIPY FL C16) and 100 mM oleic acid (non-labeled
fatty acid C18) are transiently added in culture solutions. In the
first experiment, logarithmically growing Chlamydomonas was
transferred to freshly prepared TAP medium, TAP–N medium
or TAP medium containing 2.5 mM BFA (Fig. 7A). The fluorescently labeled fatty acids (BODIPY fatty acids hereafter) incorporated into the cells were then monitored by flow cytometry
(Fig. 7B). The analysis revealed that when Chlamydomonas is
cultured in the TAP medium, fluorescence in the cells is completely eliminated within 15.5 h after the pulse labeling. This
suggested that when Chlamydomonas grows logarithmically,
the BODIPY fatty acid is excluded from the cells, or the
BODIPY is degraded. On the other hand, when Chlamydomonas
is cultured in the TAP–N medium, fluorescence in the cells
remains at constant levels even 21.5 h after the pulse labeling.
This suggested that the BODIPY fatty acid is stably incorporated
into the cells. Surprisingly for us, when Chlamydomonas is cultured in the TAP medium containing 2.5 mM BFA, fluorescence
in the cells is much higher than that in those cells cultured in
the TAP or TAP–N medium. This suggested that BFA might upregulate the incorporation of exogenous fatty acids, or it would
inhibit degradation of fatty acids in the cells. Although the
fluorescence decreases by about 30% at 15.5 h after the pulse
labeling, the levels of the fluorescence remain high at 21.5 h after
the pulse labeling.
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Fig. 7 BFA inhibits degradation of exogenously added fatty acid. (A) Schematic drawing of the pulse labeling experiment. Fluorescently labeled fatty
acid, BODIPY FL C16 (20 mM), and non-labeled oleic acid (100 mM) were added to the culture solutions 8 h after Chlamydomonas D66 was cultured in
each medium. The cells were washed 30 min after adding the exogenous fatty acids, and cultured in freshly prepared medium without exogenous fatty
acids. (B) Changes of BODIPY fluorescence in the cells. Relative mean intensities of BODIPY fluorescence in the cells were measured by flow
cytometry. The graph shows the mean fluorescence intensity of BODIPY fluorescence in 1104 cells ± SE of three independent experiments.
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we found that nitrogen deprivation and BFA up-regulate the
formation of b- and a-LDs, respectively (Fig. 3; Supplementary
Fig. S1). We therefore speculated that the impact of BFA on
TAG synthesis would differ from that of nitrogen deprivation.
More specifically, we thought that metabolism of fatty acids
that are synthesized de novo in the plastid and incorporated
in TAGs through the plastid or ER (Liu and Benning 2013)
would be differentially regulated by the nitrogen deprivation

Triacylglycerol mobilization in Chlamydomonas

Exogenously added fatty acids are transiently
accumulated in compartments
To assess the fate of the exogenously added fatty acids in the
cells, the pulse labeling experiment was repeated with fluorescence microscopy (Fig. 8). The cells cultured in the TAP
medium show BODIPY-fluorescent speckles that are not
stained with Nile red in the cytoplasm soon after the pulse
labeling. The BODIPY-fluorescent speckles are then eliminated
within 15.5 h after the pulse. This suggested that the exogenously added fatty acids are accumulated in compartments

A

before the degradation. On the other hand, the cells cultured
in the TAP–N medium show BODIPY-fluorescent speckles that
are also stained with Nile red in the cytoplasm soon after the
pulse labeling. The BODIPY-fluorescent speckles that are also
stained with Nile red remain in the cytoplasm 15.5 h after the
pulse labeling. This suggested that the BODIPY fatty acids are
incorporated into the LDs soon after the pulse labeling. The
cells cultured in the TAP medium containing 2.5 mM BFA show
BODIPY-fluorescent speckles. However, they are not stained
with Nile red soon after the pulse labeling. This observation is
similar to the cells cultured in the TAP medium. However, the
BODIPY-fluorescent speckles in the cells are more visible than
those cultured in the TAP medium. This suggested that BFA upregulates formation of the BODIPY-fluorescent speckles.
Moreover, unlike the cells cultured in the TAP medium, the
BODIPY-fluorescent speckles remain in the cells at 15.5 h after
the pulse labeling. The speckles also are stained with Nile red at
this time point. This suggested that the exogenously added
fatty acids are transiently incorporated into non-LD

8h 8.5h

0h

Downloaded from https://academic.oup.com/pcp/article/54/10/1585/1906297 by Louisiana State University user on 28 September 2021

TLC analysis revealed that BODIPY fatty acid was incorporated into TAG in both nitrogen-starved cells and BFA-treated
cells (Supplementary Fig. S3A). However, the incorporation of
BODIPY fatty acids into TAGs by BFA is lower than that caused
by nitrogen deprivation (Supplementary Fig. S3B).
Based on the findings, we concluded that exogenously
added fatty acids are differentially metabolized by BFA and
nitrogen deprivation.

24h
TAP + BFA 2
2.5
5 µM
M
TAP-N
TAP

BODIPY FL C16

B

TAP
8.5 h

24 h

TAP-N
TAP
N
8.5 h
24 h

TAP + BFA 2.5µM
25 M
8.5 h
24 h

BODIPY
O

Nile Red
BODIPY
Nile Red
Merged
Transmit
Fig. 8 Chlamydomonas accumulates exogenously added BODIPY FL C16 in compartments with and without BFA. (A) Schematic drawing of the
pulse labeling experiment. Fluorescently labeled fatty acid, BODIPY FL-C16 (20 mM), and non-labeled oleic acid (100 mM) were added to the
culture solutions 8 h after Chlamydomonas D66 was cultured in each medium. The cells were washed 30 min after adding the exogenous fatty
acids, and cultured in freshly prepared medium that did not contain exogenous fatty acids. (B) Fluorescence microscopy analysis of the cells. D66
cells in each culture condition were collected at time points indicated on the top of the image. The images were captured through filter cubes
that detect BODIPY FL C16 (BODIPY) and Nile red (Nile Red), respectively. The images of BODIPY and Nile red were then superimposed
(BODIPY Nile Red Merged) using ImageJ software. Images using transmission light were also captured (Transmit) to determine the position of the
cells in the images. Notice speckles in all BODIPY images except one captured in the TAP medium at 24 h. This suggests BODIPY FL C16
accumulates in compartments within cells. Also notice that the BODIPY speckles and Nile red speckles are co-localized in the images of
TAP + BFA 2.5 mM 24 h, TAP–N 8.5 h, and TAP–N 24 h. These suggest that BODIPY FL C16 accumulates in the LDs. Nile red signals are very low in
the images of TAP + BFA 2.5 mM 8.5 h and TAP 8.5 h. This suggests that LDs are not formed. Similarly, BODIPY signals are very low in the image of
TAP 24 h. This suggests that BODIPY FL C16 degrades in the cells. Bars = 10 mm.
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Novel compartments that are formed by
exogenously added fatty acids are designated fatty
acid-induced microbodies (FAIMs)
To understand the structures of the compartments that accumulate BODIPY fatty acids but are not stained with Nile red, we
observed the cells with transmission electron microscopy
(Fig. 9). Chlamydomonas were observed after logarithmically

A

B

P
BODIPY
*

*
Py

Transmit
S

BODIPY
Transmit
Merged
Nile Red

C

D

1µm
Fig. 9 Transmission electron microscopy identifies fatty acid-induced microbodies (FAIMs). (A) Fluorescence microscopy image with BODIPY FL
C16. Chlamydomonas D66 was cultured in TAP medium with 20 mM BODIPY FL C16 and 100 mM oleic acid for 8 h. In this condition, BODIPYfluorescent speckles were clearly visible even without BFA. Nile red signals (Nile Red) were very low, suggesting that BODIPY FL C16 accumulated
in non-LD compartments. Transmit: transmission image. Bar = 10 mm. (B) Transmission electron microscopy. The D66 cells in (A) were subjected
to transmission electron microscopy. Asterisks indicate examples of compartments, designated FAIMs, identified in the cells cultured with the
exogenous fatty acids. ‘P’, ‘Py’ and ‘S’s indicate plastid, pyrenoid and starch granules, respectively, in the cells. A red box indicates the area
magnified in (C). (C) A magnified image of FAIMs. The area indicated by the red box in (B) was magnified. A red box indicates an area digitally
enlarged in (D). (D) A digitally enlarged image of FAIM membrane. The area indicated by the red box in (C) was digitally enlarged, and the
contrast in the entire image was adjusted by ImageJ software. Arrowheads on the top and bottom of the image point to phospholipid bilayer-like
structures that surround the FAIM. Bar = 1 mm.
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growing cells were cultured in the TAP medium with 20 mM
BODIPY fatty acids and 100 mM oleic acid for 8 h. In this
condition, BODIPY-fluorescent speckles are clearly visible by
fluorescence microscopy even without BFA (Fig. 9A). The
transmission electron microscopy suggested that the compartments are formed in the cytoplasm (Fig. 9B, C), and would be
surrounded by a phospholipid bilayer (Fig. 9D). In transmission
electron microscopy, the electrons are scattered depending on
the density of the material present. A specimen hence displays
varied darkness according to their density. Because the darkness
within the compartments is similar to that of starch granules
(Fig. 9B), we deduced that the density of the materials within
the compartments is low like that of starch granules. This
suggested that the compartments might not contain much

compartments first in the cells cultured with BFA. Some of the
fatty acids then might be transferred into the LDs. An alternative explanation is that LDs formed by BFA may be capable of
accumulating fatty acids prior to synthesizing triglycerides. In
any case, this supports the idea that BFA and nitrogen deprivation metabolize the exogenously added fatty acids differently.

Triacylglycerol mobilization in Chlamydomonas

protein. We designated the compartments fatty acid-induced
microbodies (FAIMs). TLC analysis revealed that BODIPY fatty
acid was little incorporated into TAGs in the condition used for
this experiment (Supplementary Fig. S4). This supports the
idea that the materials accumulated in the FAIMs are not TAGs,
but fatty acids and/or other metabolites.

Because BFA inhibits degradation of exogenously added fatty
acids (Fig. 7) and causes the cells to up-regulate the formation
of FAIMs (Fig. 8), we investigated whether or not BFA would
affect lipolysis (mobilization of TAGs and degradation of fatty
acids) rather than lipogenesis (synthesis of fatty acids and
TAGs). To analyze TAG mobilization, we monitored changes
of TAG amounts in cells cultured in a minimum (Min) medium.
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BFA suppresses TAG mobilization

Because the Min medium does not contain acetic acid
(a carbon source), TAG accumulated in the cells is rapidly
mobilized to generate carbon resources and energy when
Chlamydomonas is cultured in this medium in the dark (Siaut
et al. 2011). We first cultured Chlamydomonas in TAP–N
medium for 24 h so that the cells accumulate TAGs. We then
transferred the cells to the Min medium and cultured them in
the dark. Without BFA, only 10 ± 1 % of Nile red fluorescence
was detected in the cells at 16 h after the transfer, compared
with that soon after the cells were transferred to the Min
medium (Fig. 10B). However, with 2.5 mM BFA, 76 ± 1% of
Nile red fluorescence was still detected in the cells after 16 h.
This suggested that BFA would suppress the mobilization of
TAG accumulated in the LDs. Tunicamycin (5 mg ml 1), which
reduces the cell viability similarly to 2.5 mM BFA (Fig. 5A), does
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Time after transfer

Fig. 10 BFA suppresses TAG mobilization. (A) Schematic drawing of the experiment. Chlamydomonas D66 was cultured in TAP–N medium for
24 h to form LDs. The cells were then washed and cultured in minimum (M) medium for 24 h in the dark with and without 2.5 mM BFA or
5 mg ml 1 tunicamycin. (B) Changes of Nile red fluorescence in the cells. Relative intensities of Nile red in the cells were measured by flow
cytometry. The graph shows mean fluorescence intensities of Nile red in 2104 cells ± SE of three independent experiments. Notice BFA inhibits
the reduction of Nile red intensities, suggesting inhibition of TAG mobilization. (C) Schematic drawing of the pulse labeling experiment. BODIPY
FL C16 (20 mM) and non-labeled oleic acid (100 mM) were added to the TAP–N medium where D66 was cultured for 24 h. This allowed for the
cells to form LDs in which BODIPY FL C16 was incorporated in TAGs. The cells were then washed and cultured in the minimum (M) medium for
24 h in the dark with and without 2.5 mM BFA. (D) Changes of BODIPY fluorescence in the cells. The graph shows the mean fluorescence intensity
of BODIPY in 1104 cells ± SE of three independent experiments. Notice BFA inhibits the reduction of BODIPY fluorescence intensities,
suggesting inhibition of BODIPY FL C16 degradation.
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Discussion
Target molecules of BFA in Chlamydomonas
It is known that nitrogen deprivation and repletion trigger LD
formation and TAG mobilization, respectively, in green microalgae (Hu et al. 2008, Wang et al. 2009, Siaut et al. 2011). The
molecular mechanisms have been gradually revealed (Miller
et al. 2010, Fan et al. 2011, Goodson et al. 2011, Li et al.
2012b, Yoon et al. 2012). Our results provide evidence that
BFA, which inhibits the exchange of guanine nucleotides in
ARF1, causes the Chlamydomonas to up-regulate the accumulation of TAGs in the a-LDs as found in animals, yeast and
Drosophila (Figs. 1–3). Indeed, the orthologous protein of
ARF1 is found in proteomic analyses of Chlamydomonas LDs
(Moellering and Benning 2010). The orthologous protein is
most closely (identity 85%, E-value 6 e 116) related to
HsARF1 (Homo sapiens ARF1) protein among the >22
human ARF family members (Donaldson and Jackson 2011).
The amino acids that are involved in the binding of BFA (Zeeh
et al. 2006) are also conserved in the Chlamydomonas ARF1
(Supplementary Fig. S6). It is therefore reasonable to hypothesize that the Chlamydomonas also up-regulates the formation of LDs by inhibiting exchange of guanine nucleotide
in ARF1 as occurs in animals. Interestingly for us, recent
genomic analysis [JGI assembly v4 with Augustus update
10.2 annotation (Goodstein et al. 2012)] suggests that the
Chlamydomonas genome may transcribe up to three ARF1
paralogous genes (Cre12.g486250, Cre25g.770750, and
Cre25g.770850). The peptide sequences of these genes are,
however, 100% identical to each other. The genomic analysis
in Chlamydomonas also revealed that at least three ARF-GEF
genes (Cre02.g125650, Cre03.g172150 and Cre07.g33410), the
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products of which would interact with ARF1 and thereby be
stabilized by BFA (Zeeh et al. 2006), may be transcribed in
Chlamydomonas. This supports the idea that stabilization of
the interaction between GDP-ARF1 and ARF-GEF by BFA
causes up-regulation of LD formation in Chlamydomonas, as
has also been suggested for animals, yeast and Drosophila
(Farese and Walther 2009, Guo et al. 2009, Beller et al.
2010). A previous report suggested that accumulation of
Chlamydomonas ARF1 mRNA is regulated by the circadian
clock and light (Memon et al. 1995). Genetic analyses, such
as artificial microRNA (amiRNA) and gene disruption, as
described for Chlamydomonas (Zhao et al. 2008, Molnar
et al. 2009, Schmollinger et al. 2010, Dymek et al. 2011,
Gonzalez-Ballester et al. 2011), are required for us to understand the function of ARF1 in Chlamydomonas.

Differences between nitrogen deprivation and BFA
with respect to LD formation and maintenance
We found that BFA up-regulates the formation of a-LDs that
are morphologically similar to those found in animals, yeast and
Drosophila, but not the formation of b-LDs that physically
associate with the plastids (Fig. 3; Supplementary Fig. S1).
We further found that the formation of the a-LDs is transient
with BFA (Fig. 4A). Studies of cultured Drosophila cells also
report that prolonged treatment of the cells with BFA depletes
the LDs (Walther and Farese 2009) even though it up-regulates
LD formation, at least in the first 6 h after the treatment (Beller
et al. 2008). We also found that 10 mM BFA reduced the cell
viability to 1.5 ± 1.2% of that of mock-treated cells (Fig. 5A).
These findings suggest that prolonged exposure to high concentrations of BFA (i.e. >10 mM) would cause cell death in
Chlamydomonas.
A previously published report shows that Chlamydomonas
noctigma exposed to 357 mM BFA for 3 h forms starch granules
in the plastids (Hummel et al. 2010). Moreover, a recently published report shows that C. reinhardtii exposed to 18 mM BFA
for 7 h have shortenened flagellas (Dentler 2013). These findings
suggest that Chlamydomonas physiology is indeed affected by
short-term exposure to high concentrations of BFA. Because
BFA inhibits vesicle transport in general, it may also affect metabolism of membrane and secretory proteins as found in
plants (Nebenfuhr et al. 2002, Murphy et al. 2005).
The other difference between nitrogen deprivation and BFA
with respect to LD formation and maintenance was found in
the pulse labeling experiments (Figs. 7, 8). Exogenously added
fatty acids are directly incorporated into the LDs when the cells
are cultured in the nitrogen deprivation condition, whereas
they are accumulated in FAIMs before accumulation in the
LDs when the cells are cultured with BFA (Fig. 8).

Working model of the effect of BFA on TAG
metabolism in Chlamydomonas
Based on the findings in this study, we describe our working
model that explains how BFA affects TAG metabolism in
Chlamydomonas (Fig. 11). First, we rationalize that FAIMs
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not significantly inhibit the mobilization of TAG (23 ± 1% of
Nile red fluorescence was detected at 16 h after the transfer).
TLC analysis confirmed that changes of TAG amounts in
the cells are similar to that of Nile red fluorescence
(Supplementary Fig. S4). Hence, we concluded that the suppressed mobilization of TAG is not simply caused by ER stress or
PCD in Chlamydomonas.
We also attempted to analyze degradation of fatty acids. To
this end, we cultured Chlamydomonas in TAP–N medium with
20 mM BODIPY fatty acids and 100 mM oleic acid for 24 h so that
the exogenously added fatty acids are incorporated in the LDs.
The cells were then transferred to the Min medium and cultured in the dark. The degradation of fatty acids was monitored
as reductions of BODIPY fluorescence by flow cytometry.
Without BFA, 19 ± 3% of BODIPY fluorescence, compared
with that soon after the cells were transferred to the Min
medium, was detected in the cells at 24 h after the transfer
(Fig. 10D). However, with 2.5 mM BFA, 72 ± 24% BODIPY fluorescence was detected in the cells after the same time. This
suggested that BFA inhibits degradation of fatty acids incorporated into the LDs.

Triacylglycerol mobilization in Chlamydomonas
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Fig. 11 Schematic drawing of a working model. TAP–N, nitrogen-deficient medium that induces LD formation in the cells; TAP, normal medium
that allow the cells to grow logarithmically; BFA, brefeldin A; MM, minimum medium that triggers TAG mobilization; FA, fatty acid; TAG,
triacylglycerol. See the main text for details.

identified in logarithmically growing cells with and without BFA
(Figs. 8, 9) are a precursor of peroxisomes. Fatty acids are
b-oxidized in mature peroxisomes in animals, yeast and
plants (Titorenko and Rachubinski 2001, Hu et al. 2012).
In these organisms, precursors of the peroxisomes are synthesized de novo from the ER, and the precursors are matured
through fission and fusion as well as protein import, so that
the peroxisomes acquire the capability of fatty acid b-oxidization. Interestingly for us, involvement of ARF1 in the fission of
the peroxisomes has been proposed in yeast and animals (Lay
et al. 2005). Although the biogenesis of peroxisomes and boxidization of fatty acids in Chlamydomonas have been little
analyzed (Hayashi and Shinozaki 2012), fatty acids are most
probably b-oxidized in the peroxisomes in Chlamydomonas
as is predicted by a transcriptome analysis (Miller et al. 2010).
We propose that BFA inhibits the function of ARF1 that
promotes maturation of peroxisomes including FAIMs in
Chlamydomonas.
Chlamydomonas growing in the logarithmic phase is in
equilibrium with respect to the TAG metabolism that includes de novo fatty acid synthesis, TAG synthesis, TAG degradation and fatty acid degradation (Fig. 11). In the cells, as
we observed in the pulse labeling experiment, exogenously
added fatty acids would accumulate in the FAIMs (Fig. 9) to
avoid production of free radicals in the cytoplasm, which is
toxic for the cells (Schonfeld and Wojtczak 2008). The fatty
acids then degrade in the matured FAIMs. In the presence of
BFA, degradation of the exogenously added fatty acids is
inhibited because the FAIMs are not matured to the peroxisomes where the enzymes necessary for the fatty acid degradation are incorporated. When Chlamydomonas are
cultured in TAP–N medium where nitrogen is deficient,
the synthesis of TAGs is up-regulated due to increased
gene expression involved in fatty acid and TAG syntheses
(Miller et al. 2010). Hence, exogenously added fatty acids
are directly incorporated into the LDs to generate TAGs
(Fig. 8).

Inhibition of degradation of DAG (diacylglycerol) and fatty
acid is known to suppress TAG mobilization due to lowering
the flux of the lipolysis pathway in Chlamydomonas and
Arabidopsis, respectively (Germain et al. 2001, Li et al. 2012a).
Hence, we propose that inhibition of peroxisome biogenesis by
BFA causes suppression of TAG mobilization when the cells are
in a logarithmic growth phase and even when the cells are in
the Min medium where TAG mobilization is up-regulated
(Fig. 10).
Because LDs and peroxisomes are in close contact during
TAG mobilization in yeast (Binns et al. 2006), we speculate that
physical interactions of LDs, FAIMs and peroxisomes may occur
in Chlamydomonas. In animals, yeast and insects, BFA is
thought to inhibit the transportation of TAG lipase into the
LDs (Farese and Walther 2009, Guo et al. 2009, Beller et al. 2010).
It may be the case in Chlamydomonas as well. Further investigation is required to address these possibilities.

Materials and Methods
Chlamydomonas strain and culture conditions
Chlamydomonas reinhardtii D66 (nit2 , cw15, mt+) was cultured in 250 ml flasks with 100 ml of TAP medium (Gorman
and Levine 1965) that contains nutrients including ammonium
chloride as a nitrogen source and acetic acid as a carbon source.
The flasks were plugged with foam and shaken on an orbital
shaker at 180 r.p.m. in an environmental chamber. The temperature was maintained at 23 ± 2 C and continuous light was
provided at 60 mmol m 2 s 1 strength. A 10 ml aliquot of the
culture, which equals about 1,000 cells, was transferred to a new
medium every week to maintain the cultures. When the experiments were conducted, 4-day-old cultures were first collected
by centrifugation at 3,800g for 5 min. The cells then were
washed with 60 ml of freshly prepared medium. The cells
were again collected by centrifugation and re-suspended with
100 ml of freshly prepared medium so that the concentration of
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the cells was adjusted to 106 cells ml 1. A 10 ml aliquot of the
culture (107 cells) was placed in 10015 mm plastic culture
dishes and shaken for the appropriate number of days in an
environmental chamber. When nitrogen deprivation conditions were applied, TAP–N medium, in which nitrogen resources were removed from the TAP medium, was used. Min
(minimum) medium was prepared by removing acetic acid
from the TAP medium. When the BFA was applied, 2, 5 or
10 ml of 5.0 mM of BFA (Sigma-Aldrich) or 2.5 ml of 50 mM
BFA dissolved in dimethylsulfoxide (DMSO; Sigma-Aldrich)
were added to 10 ml of the TAP, TAP–N or Min medium.
Pulse labeling experiments were conducted by culturing the
D66 strain in 1 or 5 ml of the TAP, TAP–N or Min medium. To
label the cells with fatty acids, 100 mM oleic acid (SigmaAldrich) and 20 mM BODIPYÕ FL C16 (Life Technologies) was
added in the TAP or TAP–N medium for 30 min, 8 h or 24 h.
When labeling was complete, the cells were precipitated by
centrifugation (3,800g for 5 min) and the precipitated cells
were washed with TAP. TAP–N or Min medium twice.

Transmission electron microscopy analysis

Confocal microscopy analysis

The method previously developed (Burja et al. 2007) was modified. After the D66 strain was grown in a culture dish for 2 d, the
number of the cells in the dish was counted using a hemocytometer (Hausser Scientific Partnership). A total of 106 cells (7–
10 ml) were then transferred to a 15 ml centrifuge tube (USA
Scientific). The tube was centrifuged at 3,800g for 5 min to
precipitate the cells. The cells were then re-suspended with a
solution that contains 1 ml of 50 mM dipotassium phosphate,
pH 7.4 (Fisher Scientific), 2 ml of methanol (Sigma-Aldrich) and
1 ml of chloroform (Sigma-Aldrich). The tube was then vortexed at 800 r.p.m. for 10 min to lyse the cells. The lipids in
the lysate were partitioned into the organic phase by centrifuging the tube at 3,800g for 10 min after adding 1 ml of 50 mM
dipotassium phosphate, pH 7.4, and 1 ml of chloroform. The
organic phase in the tube was transferred to a 1.5 ml microcentrifuge tube, and the tube was placed in a 60 C heat block to
evaporate the chloroform. The air around the heat block was
purged with nitrogen gas to avoid oxidation of the lipids.

Observation of FAIMs by fluorescence microscopy
The D66 strain was cultured in test tubes for up to 24 h with
100 mM oleic acid (Sigma-Aldrich) and 20 mM BODIPYÕ FL C16
(Life Technologies) in TAP or TAP–N medium. A 100 ml aliquot
of the culture solution was sampled at each time point and
centrifuged after adding 500 ng ml 1 Nile red. The precipitated
cells were subjected to fluorescence microscopy. A Leica DM
6000 B microscope equipped with a Leica DFC300FX camera
and a 40 (NA 0.55) air immersion lens was used to identify the
FAIMs and LDs in the cells. A Leica filter cube L5 (emission 480/
40 nm, excitation 527/30 nm and dichromatic mirror 505 nm)
and N2.1 (emission 515–560 nm, excitation LP 590 nm) was
used to detect BODIPY (shutter speed 750 ms) and Nile red
(shutter speed 300 ms) fluorescence, respectively.
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Flow cytometry analysis
Culture solution (0.2–3 ml) was transferred to a 5 ml polystyrene round-bottom tube (BD Biosciences). The samples were
directly subjected to flow cytometry analysis with 500 ng ml 1
Nile red. In the pulse labeling experiments, BODIPY fluorescence was detected without adding Nile red. A FACSCalibur
flow cytometer (BD Biosciences) with the 488 nm argon laser at
15 mW was used for the analysis. Band pass filters, 530/30 nm
and 585/42 nm, were used to detect BODIPY and Nile red fluorescence, respectively. Sample flow rates were 60 ml min 1.

Lipid extraction

TLC analysis
The method previously developed (Fan et al. 2011) was modified. The lipids in the tube were re-suspended with 10 ml of
chloroform and spotted on a 250 mm layer silica plate
(Whatman). The plate was then developed in a solvent containing 220 ml of hexane (Acros Organics), 80 ml of diethyl
ether (Acros Organics) and 1 ml of glacial acetic acid (Fisher
Scientific) in a TLC tank. After development, the plate was
submerged in 1 N sulfuric acid (Fisher Scientific) for a few seconds and then charred at 100 C for 20 min. The charred plate
was scanned with a scanner (Epson America). The scanned
image was analyzed with ImageJ to quantify the intensities of
the charred spot. The amount of TAGs in the sample was
deduced by comparing the intensity of the charred spot with
that made by quantitatively blotted triolein (Supelco
Analytical).
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After the D66 strain was cultured in dishes for 2 d, 1 ml of the
culture solution was transferred to a 7525 mm micro slide
(Corning) on which 1 ml of 2% agarose gel was coated. The
agarose gel was made by heating a solution containing 0.2 g
of agarose (Thermo Fisher Scientific), 200 ml of 50 mg ml 1
Nile red (Sigma-Aldrich) and 10 ml of TAP or TAP–N
medium. The slide was then subjected to analysis after a
2440 mm (No. 1 1/2) cover glass (Corning) was placed on
top of the agarose gel. A Leica TCS SP2 spectral confocal microscope equipped with a 40 (NA 1.2) oil immersion lens was
used to identify the LDs in the cells. The cells were imaged at
0.5 mm z-step intervals for 20 steps. An argon 488 nm laser with
a 488/543/633 nm beam splitter was used to excite the Nile red.
A detection slit was open from 560 to 615 nm to capture the
emission signals of Nile red. Transmission images of the cells
were captured with a transmission PMT (photomultiplier
tube). The 20-stepped images were projected to one image
using the ImageJ (1.42q) plug-in, Grouped ZProjector.

A 1 ml aliquot of culture solution was transferred to 1.5 ml
microcentrifuge tubes (USA Scientific). The tubes were centrifuged at 3,800g for 5 min to precipitate the cells. The cells
then were fixed, sliced and imaged as previously reported
(Mason et al. 1991).

Triacylglycerol mobilization in Chlamydomonas

Cell viability analysis
7

Starch analysis
The amounts of starch accumulated in cells were analyzed,
based on a method previously published (Fan et al. 2012).
Briefly, after 10 ml of cultured cells were collected by centrifugation, the cells were washed with 10 ml of methanol three
times. The cells were then incubated with 1 ml of 0.2 N KOH
at 60 C for 1 h. After adding 1 ml of 1 M acetic acid to the suspension, the supernatant was used to quantify starch, using a
commercial starch assay kit (SA20, Sigma-Aldrich).
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